1. Introduction {#sec1-ijms-19-01518}
===============

Chlorogenic acid (CGA) is known as one of the most common polyphenolic compounds present in different types of vegetables and fruits \[[@B1-ijms-19-01518]\].

Several studies have demonstrated that CGA shows many biological properties; it is widely accepted that this molecule has several human health benefits, acting as an antibacterial \[[@B2-ijms-19-01518]\], anti-inflammatory \[[@B3-ijms-19-01518]\], and antioxidant \[[@B4-ijms-19-01518]\] agent, as well having hypoglycemic and hypolipidemic \[[@B5-ijms-19-01518]\] activities. In addition, in vivo and in vitro studies have shown that CGA is highly bioavailable in humans \[[@B6-ijms-19-01518],[@B7-ijms-19-01518]\].

Epidemiological studies, randomized clinical trials, as well as experiments in animal models, show that CGA plays an important role in different metabolic pathways. In animal models CGA induces contraction of the urinary bladder \[[@B8-ijms-19-01518]\] or prevents diabetic nephropathy \[[@B9-ijms-19-01518]\]. In humans a meta-analysis of randomized clinical trials has shown that CGA controls blood pressure in hypertensive subjects \[[@B10-ijms-19-01518]\] and improves vascular function \[[@B11-ijms-19-01518]\]; moreover, therapeutic implications of CGA have also been reported in human chronic rhinosinusitis \[[@B12-ijms-19-01518]\].

Among the many biological activities described above, emerging evidence underlines the role of CGA in inhibiting tumor growth and progression \[[@B13-ijms-19-01518],[@B14-ijms-19-01518],[@B15-ijms-19-01518],[@B16-ijms-19-01518]\]. With regard to human hepatocarcinoma (HCC), there is evidence showing an enhancement of the 5′-fluorouracil effect on HCC cell lines by CGA treatment, and more recently, Yan et al. reported that CGA acts as an effective chemopreventive agent against HCC in both in vitro and in vivo experiments \[[@B17-ijms-19-01518],[@B18-ijms-19-01518]\]. Our previous studies suggested that targeting parallel pathways or combining treatments based on natural compounds could improve the actions of systemic drugs and reduce their toxicity \[[@B19-ijms-19-01518]\]. Although treatment with the multikinase inhibitor Regorafenib in patients who had HCC progression after Sorafenib failure provided a significant improvement in overall survival, drug toxicity, resistance and subsequent disease relapse are still a problem in HCC management. Therefore, in the present study we hypothesize that CGA could increase the sensitivity of HCC cell lines to Regorafenib treatment, thus implying lower drug doses along with a lower cost in care management.

2. Results {#sec2-ijms-19-01518}
==========

2.1. Chlorogenic Acid Potentiates the Inibitory Effect of Regorafenib on Cell Proliferation {#sec2dot1-ijms-19-01518}
-------------------------------------------------------------------------------------------

PLC/PRF/5 and HepG2 cell lines were cultured with increasing concentrations of Regorafenib (1, 2.5, 5 μM for PLC/PRF/5 and 0.1, 0.5, 1 μM for HepG2) and CGA (100, 200, 400 μM), used alone or in combination. Cell proliferation was evaluated after 48 h by MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide) assay ([Figure 1](#ijms-19-01518-f001){ref-type="fig"}) to examine whether CGA could enhance Regorafenib's effect. The obtained values were also employed in CompuSyn software to determine the synergistic or additive effect exerted by CGA when added to Regorafenib treatment. The combination indices (CI) computed in both cell lines were found to be well below the line of additivity (CI ≤ 1), indicating a synergistic effect even for the lowest compound concentrations (0.1 or 1 µM Regorafenib and 100 µM CGA) administrated in combination ([Table 1](#ijms-19-01518-t001){ref-type="table"}). Specifically, in PLC/PRF/5 cells 100 µM CGA or 1 µM Regorafenib only weakly inhibited cell growth but exerted a synergistic effect when administrated together (CI 0.5). This allowed us to use lower concentrations of both compounds, which means that to obtain the same inhibition observed by combining the two drugs in treatments with a single drug, we would have to use a 24 times higher Regorafenib concentration (DRI 24) and a concentration of CGA 13 times higher (DRI 13). Similarly, in HepG2 100 µM CGA or 0.1 µM Regorafenib caused only a minor effect when administrated singularly but exerted synergistic inhibition in the combined treatment (CI 0.82). In this case the DRI values for Regorafenib and CGA were 8.7 and 12 respectively.

2.2. CGA Potentiates the Inibitory Effect of Regorafenib on Cell Cycle Progression {#sec2dot2-ijms-19-01518}
----------------------------------------------------------------------------------

The CGA effect on Regorafenib-mediated cell growth inhibition was evaluated by staining for Ki67, a well-known marker for cell proliferation restricted to the G1, S, G2 and M phases of the cell cycle. After treatment with 1 µM Regorafenib or 100 µM CGA, PLC/PRF/5 cells showed a great decrease in the nuclear fluorescence signal with an intensity value of 0.5 or 1.4 respectively, versus 3.7 found in untreated cells. CGA in association with Regorafenib showed a further reduction of the signal (0.2) when compared to Regorafenib treatment alone. Regarding HepG2 cells, a weaker signal was observed when the cells were treated with 0.1 µM of Regorafenib (2.2) or 100 µM CGA (2.7) with respect to control cells (2.9). A major effect (1.1) was obtained after combining the two drugs ([Figure 2](#ijms-19-01518-f002){ref-type="fig"}).

The effect exerted by CGA on Regorafenib-mediated growth inhibition was also observed on cell cycle progression. Regorafenib and CGA caused an inhibition in the progression from S phase of the cell cycle to G2/M phase. After 3 h (T1) from block release (T0), 37.9% of PLC/PRF/5 cells treated with 1 µM Regorafenib progressed to G2/M phase as opposed to 54% of control cells, while 100 µM CGA caused a cell cycle progression of 40.6%. A further decrease in the percentage of cells that progressed to G2/M was observed after combination of the two agents (35.4%). In HepG2 cells treatment with 0.1 µM Regorafenib showed a weaker effect on cell cycle progression (61.5%) as compared to untreated cells (68.5%). A more significant effect was seen in the CGA treatment (56.8%), mostly in combination with Regorafenib (51.9%) ([Figure 3](#ijms-19-01518-f003){ref-type="fig"}).

2.3. CGA Potentiates the Pro-Apoptotic Effects of Regorafenib in Hepatocellular Carcinoma (HCC) Cell Lines {#sec2dot3-ijms-19-01518}
----------------------------------------------------------------------------------------------------------

The PLC/PRF/5 and HepG2 cells were treated with 1 and 0.1 µM of Regorafenib, respectively, alone or in combination with 100 µM CGA for 48 h. In PLC/PRF/5 cells, the Annexin V analysis showed that the treatment with Regorafenib alone caused an increase of the apoptosis by 1.8 times, and CGA alone caused an increase of 1.3 times as compared to untreated cells as control. Treatment with the combination of the two agents increased the apoptotic process two fold ([Figure 4](#ijms-19-01518-f004){ref-type="fig"}a).

These findings were confirmed by Caspase-3/7 analysis that showed an increased activation of these two proteins by 1.5 times and 1.4 times in cells treated with Regorafenib or CGA respectively. After combined treatments the Caspase-3/7 activation increased two fold ([Figure 4](#ijms-19-01518-f004){ref-type="fig"}b). On the other hand, the analysis of Bcl-2, as an anti-apoptotic protein showed similar decreases (0.9 times) using both Regorafenib and CGA. The combination of these two agents resulted in a further decrease of Bcl2 activation (0.7 times) over control cells ([Figure 4](#ijms-19-01518-f004){ref-type="fig"}c).

Similar results were observed in HepG2 cells treated in the same conditions described above. Treatment with Regorafenib or CGA caused an increase of AnnexinV and Caspase-3/7, as well as a decrease of Bcl-2 levels. The addition of CGA to Regorafenib caused an increase in pro-apoptotic factors (Annexin V and Caspase 3/7) and a decrease in the anti-apoptotic Bcl2 marker compared to the single drug treatments ([Figure 4](#ijms-19-01518-f004){ref-type="fig"}a--c).

Western blot experiments were performed to evaluate the expression of the pro-apoptotic Caspase 7 and Bax and anti-apoptotic Bcl-2 and Bcl-xL. Although with some differences, in all cases and in both cell lines we found a major increase in pro-apoptotic proteins and a more relevant decrease in anti-apoptotic markers resulting from the combined treatment compared to the single one ([Figure 4](#ijms-19-01518-f004){ref-type="fig"}d).

2.4. CGA Potentiates Regorafenib-Dependent Growth Inhibition by Acting on MAPK and PI3K/Akt Pathways {#sec2dot4-ijms-19-01518}
----------------------------------------------------------------------------------------------------

Maintaining the same experimental conditions described above, some factors involved in the MAPK and PI3K/Akt pathways were analyzed in response to Regorafenib and/or CGA treatments in PLC/PRF/5 and HepG2 cell lines. Western blot analysis performed on cell lysates revealed that the phosphorylation levels of JNK (Jun N-terminal kinase) and its downstream target p38 were greatly reduced after Regorafenib treatment compared to untreated cells (control). Although CGA treatment resulted in a reduction of these two proteins---except for P-JNK in PLC/PRF/5---this natural compound exerted only a minor effect in enhancing the Regorafenib action. Moreover, the phosphorylation levels of S6 and TSC2---involved in mTOR signaling pathway---were significantly decreased after combined treatment as compared to the single one ([Figure 5](#ijms-19-01518-f005){ref-type="fig"}a).

MAPK phosphorylation was evaluated by Muse MAPK Activation Dual Detection Kit. In PLC/PRF/5 cells, P-ERK levels decreased by 11% after treatment with 1 µM Regorafenib and by 14% after 100 µM CGA. Combining the two agents, a stronger decrease was observed (38%). Using the Muse PI3K Activation Dual Detection Kit, we found that both Regorafenib and CGA had a weak effect (18% and 9% respectively) on the percentage of p-AKT (Ser473) activation, but when these two drugs were added in combination, we found a decrease of 27% in p-AKT levels with respect to untreated cells. Similar results were obtained in HepG2 cells treated in the same experimental conditions ([Figure 5](#ijms-19-01518-f005){ref-type="fig"}b).

Western blot concerning the activation status of Erk and Akt after the different treatments were performed in order to confirm data obtained with flow cytometry analysis. Phosphorylation levels of these proteins were decreased after single treatments compared to untreated cells, save for P-Akt in PLC/PRF/5. Moreover, in both cell lines, the phosphorylation levels further decreased after combined treatment as compared to the single one ([Figure 5](#ijms-19-01518-f005){ref-type="fig"}c).

2.5. CGA Potentiates the Regorafenib-Mediated Inhibition of Migration {#sec2dot5-ijms-19-01518}
---------------------------------------------------------------------

To test the effects of CGA on Regorafenib-mediated inhibition of cell migration, PLC/PRF/5 and HepG2cells were seeded onto Oris plates and treated with the two agents according to the experimental conditions described above. The analysis was assessed soon after the stopper's removal (T0) and at different later times (T1--T3). Representative images and the percentage of migration after 48 h (T2) were reported in the graphs. In PLC/PRF/5 cells, treatment with 100 µM CGA led to a slow migration (37% of migrating cells) as compared to control cells (40%), moreover, this compound enhanced the inhibitory effect of Regorafenib in combined treatment (23%) as compared to that with 1 µM Regorafenib alone (32%). Similarly, a significant decrease in the percentage of migrating cancer cells was observed in the HepG2 cell line co-treated with Regorafenib and CGA ([Figure 6](#ijms-19-01518-f006){ref-type="fig"}).

3. Discussion {#sec3-ijms-19-01518}
=============

Plant-derived molecules are of great importance and many studies are focused on determining their beneficial effects on human health via dietary intake or as nutraceutical products following their extraction from vegetable matrix \[[@B20-ijms-19-01518]\].

CGA is one of the most abundant polyphenol compounds in the human diet, present in several vegetables and fruits. Unfortunately, only one third of ingested CGA is absorbed from the small intestine into the bloodstream in humans, while the rest reaches the colon and is subsequently extensively metabolized by the colonic microbiota \[[@B21-ijms-19-01518]\]. To overcome this problem, systems that improve the absorption of CGA have recently been tested \[[@B22-ijms-19-01518]\].

Epidemiological studies demonstrated that CGA is associated with many health benefits including the prevention of cancer. The biological activities of CGA are based on the regulation of proliferation, apoptosis and cell cycle signaling, leading to cell growth inhibition \[[@B18-ijms-19-01518],[@B23-ijms-19-01518],[@B24-ijms-19-01518]\]. Recent studies have shown that concentrations of polyphenols as low as 1 µM alter cellular signaling pathways and metabolic processes in plants, animals and humans \[[@B25-ijms-19-01518],[@B26-ijms-19-01518]\].

A promising application against tumors was the use of CGA in combination with different molecular drugs \[[@B27-ijms-19-01518]\], as reported in a recent study of malignant glioblastoma \[[@B28-ijms-19-01518]\]. Moreover, the possibility of using CGA as a chemosensitizer in a drug therapy has been previously reported by other authors. Catanzaro et al. reported that oxaliplatin and cisplatin associated with CGA showed more cytotoxic activity in human cervical carcinoma cell lines \[[@B29-ijms-19-01518]\]. Sirota et al. observed that CGA treated with cisplatin increased the sensitization of ovarian carcinoma cell lines to the drug \[[@B30-ijms-19-01518]\], as well as in MCF7 breast cancer cells \[[@B31-ijms-19-01518]\]. Finally, Yan and colleagues reported that treatment with CGA enhanced the effects of chemotherapy in HCC cell lines \[[@B17-ijms-19-01518]\].

Our previous studies have aimed to improve the actions of systemic drugs and reduce their toxicity, through methods such as targeting parallel pathways or treating in combination with natural compounds \[[@B19-ijms-19-01518],[@B32-ijms-19-01518]\].

Data from the RESORCE trial indicated the oral multikinase inhibitor Regorafenib as a treatment that improves the overall survival in patients with HCC who had disease progression during first-line treatment with Sorafenib. However, side effects due to drug toxicity, resistance and subsequent disease relapse are still a problem in HCC management. Overall, this knowledge led us to investigate the effects of Regorafenib administrated at low concentrations and in combination with CGA on HCC cells' growth and motility. Based on these previous findings, the aim of the present study was to evaluate the influence of the combined treatment with both Regorafenib and CGA in HCC cell lines, in order to achieve a greater response of these cells to the drugs.

Dose response experiments were carried out for both compounds administrated alone or in combination. The MTT results clearly indicated that a low concentration of CGA (100 µM) enhanced Regorafenib-mediated growth inhibition. The CI values computed in both cell lines were found to be well below the line of additivity (CI ≤ 1) indicating a synergistic effect for even the lowest concentrations of the two compounds (0.1 or 1 µM Regorafenib and 100 µM CGA) administrated in combination. Moreover, the positive dose reduction index (DRI) values obtained for the combined treatments allowed for a reduction in the concentrations of both drugs without compromising their effectiveness in terms of inhibition of cell proliferation, and showed an undeniably beneficial effect on the reduction of their toxicity. It is known that polyphenols are unstable under in vitro conditions and generate H~2~O~2~ molecules reducing cell viability \[[@B18-ijms-19-01518],[@B33-ijms-19-01518],[@B34-ijms-19-01518]\]. The low concentration of CGA used presumably decreased the production of H~2~O~2~, thus reducing toxicity.

The analysis of cell cycle progression and staining with Ki67 showed that Regorafenib was able to inhibit proliferation; this effect was significantly enhanced after combined treatment with CGA. In addition, CGA potentiated the pro-apoptotic effect of Regorafenib. Yamagata and colleagues have recently described similar anti-apoptotic effects of CGA in the A549 human adenocarcinoma cell line \[[@B24-ijms-19-01518]\].

Our experiments shown that CGA produced an increase of Annexin V, Caspase-3/7 and phospho-ERK, which in turn led to a decrease of its target Bcl-2 and of its family members Bcl-Xl and Bax in HCC cell lines. Moreover, in the present study we confirmed our previous data, showing that JNK and its target p38 are pivotal factors in the regulation of cell proliferation and apoptosis in HCC cells treated with Regorafenib \[[@B32-ijms-19-01518]\]. The levels of these two kinases were significantly decreased in Regorafenib treated cells and after combined treatments with CGA, although the latter exerted only a minor effect when administrated singularly. We have also analyzed the PI3K/Akt/mTOR pathway involved in HCC cells in several metabolic processes such as cell proliferation, apoptosis and cell motility \[[@B35-ijms-19-01518],[@B36-ijms-19-01518]\]. It is known that Regorafenib acts by inhibiting the MAPK cascade but has a modest effect on PI3K/Akt, which can be activated in case of Regorafenib resistance \[[@B37-ijms-19-01518]\]. Although the CGA mechanism in inhibiting tumor growth is not completely known, numerous studies indicate that CGA acts on different pathways including MAPK and PI3K/Akt \[[@B38-ijms-19-01518]\]. Akt regulates mTORC1 through phosphorylation of TSC2, in turn the molecular effect of mTORC1 is to phosphorylate directly the ribosomal S6 kinases \[[@B39-ijms-19-01518]\].

The combined treatments therefore have the ability to inhibit multiple signal pathways at the same time. In the present study crucial kinases involved in these two different signaling cascades were analyzed, with the aim of knowing if the combined drugs were able to modulate the activation of some of the kinases that were not altered by single drug treatment. Our data shows that Akt, TSC2 and S6 were partially inhibited in cells after CGA or Regorafenib treatments. A greater inhibition was observed when the cells were treated with a combination of the two agents leading to a decrease in cell proliferation.

Our previous studies highlighted the role of Regorafenib in cell migration inhibition \[[@B32-ijms-19-01518]\]. The role of CGA in the inhibition of cell motility was described by Yagasaki et al. in a rat HCC cell line \[[@B40-ijms-19-01518]\]. A study conducted by Kang N.J. reported that CGA inhibits colon cancer metastasis in mice and neoplastic cell transformation by suppressing ERK's phosphorylation \[[@B41-ijms-19-01518]\]. Moreover, considering that tumor angiogenesis is an important link in the process of tumor growth and metastasis, a recent study of Balan B.J. and colleagues showed that CGA has anti-angiogenic properties on the neovascularization of murine sarcoma L-1, and on angiogenesis induced in the mouse skin by grafting of human renal cancer \[[@B42-ijms-19-01518]\].

The present data revealed, for the first time, the effect of CGA in enhancing the Regorafenib-mediated motility inhibition in human HCC cell lines.

In conclusion, the anticancer effect of a combined CGA and Regorafenib treatment could be considered safe and effective. Furthermore, the synergistic action of these two compounds could have favorable implications in clinical practice of HCC in reducing doses otherwise commonly used in monotherapy.

4. Materials and Methods {#sec4-ijms-19-01518}
========================

4.1. Cells and Drugs {#sec4dot1-ijms-19-01518}
--------------------

Regorafenib was gifted from Bayer Corp (West Haven, CT, USA); Chlorogenic acid (CGA) was purchased from Sigma-Aldrich (Milan, Italy); PLC/PRF/5 and HepG2 human HCC cell lines were purchased from the National Institute of Biomedical Innovation JCRB Cell Bank (Osaka, Japan). The culture medium was Dulbecco's Modified Eagle's Medium (DMEM). All cell culture components were purchased from Sigma-Aldrich (Milan, Italy).

4.2. Cell Culture {#sec4dot2-ijms-19-01518}
-----------------

PLC/PRF/5 and HepG2 cell lines were cultured in DMEM in monolayer culture and supplemented with 10% fetal bovine serum (FBS), 100 U/mL penicillin, 100 μg/mL streptomycin, and incubated at 37 °C in a humidified atmosphere containing 5% CO~2~ in air. PLC/PRF/5 and HepG2 are characterized as well differentiated and slightly invasive cell lines \[[@B43-ijms-19-01518]\].

4.3. Cell Viability {#sec4dot3-ijms-19-01518}
-------------------

PLC/PRF/5 and HepG2 cell lines were cultured in medium containing increasing concentrations of Regorafenib (1, 2.5, 5 µM for PLC/PRF/5 and 0.1, 0.5, 1 µM for HepG2) and CGA (100, 200, 400 μM) used alone or in combination. The vital and proliferating cells were estimated by colorimetric 3-(4,5 di-methylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) test. Each experiment was performed in triplicate and repeated three times.

The potential synergistic, additive or antagonistic effects of drugs were evaluated using data derived from MTT. The calculation was executed using methods as described by Chou and Talalay \[[@B44-ijms-19-01518],[@B45-ijms-19-01518]\], implemented in CompuSyn software (Biosoft, UK). The Chou and Talalay approach takes into account drug potency as well as the relationship between dose and response for each drug. Results are reported as the combination index (CI). Values of CI \< 1, CI ± 1, and CI \> 1 imply synergy, additivity, and antagonism, respectively. Moreover, the dose reduction index (DRI) was computed using CompuSyn software; this value indicated how many fold of dose reduction is allowed for each drug---due to synergism in combined treatments---without affecting growth inhibition observed with higher doses of each drug alone.

In all the subsequent combined treatments each drug was used at the lower concentration showing CI \< 1, in particular cells were cultured with 1 µM (PLC/PRF/5) or 0.1 µM (HepG2) Regorafenib and 100 µM CGA, administrated singularly or in combination. Moreover, polyphenolic compounds under culture conditions are unstable and generate hydrogen peroxide (H~2~O~2~) \[[@B46-ijms-19-01518]\], but according to the literature, the concentration of 100 µM CGA produced low H~2~O~2~ levels in the medium as compared to other polyphenol compounds \[[@B33-ijms-19-01518]\].

4.4. Cell Proliferation {#sec4dot4-ijms-19-01518}
-----------------------

PLC/PRF/5 and HepG2 cells were cultured for 24 h in 1% FBS medium and then were trypsinized, resuspended in 1% FBS medium and seeded in 96 multi-well plates. The proliferating cells were evaluated by the staining with Ki-67, whose expression is related to the phases G1, S, G2 and M of the cell cycle.

The cells were seeded in 96 multi-well plates and fixed with Cytofix fixation buffer (BD biosciences, Milan, Italy) for 10 min at room temperature and quenched in 0.1 M glycine. Then the cells were permeabilized by PBS containing 0.1% Triton X-100 for 20 min and blocked for 30 min at room temperature with Block Aid solution (Life technologies, Eugene, OR, USA). For immunolabeling, the cells were treated with anti-human Ki-67 (BioLegend INC. San Diego, CA, USA) diluted 1:200 in PBS (Cell Signaling, Beverly, MA, USA) for 2 h in a humidified dark chamber.

Nuclei were counterstained with Pure Blu DAPI (Bio-Rad Laboratories, Inc., Hercules, CA, USA). After rinsing with PBS, images were acquired with ZOE Fluorescent Cell Imager (Bio-Rad, Milan, Italy). The analysis of the intensity of fluorescent signals was performed using the ImageJ software (<http://rsb.info.nih.gov/ij/>) and the values were plotted in the relative graphs created with GraphPad Prism 5.0 software ((La Jolla, CA, USA)).

4.5. Cell Cycle Analysis {#sec4dot5-ijms-19-01518}
------------------------

PLC/PRF/5 and HepG2 cells were synchronized by using 0.2 M thymidine added to the medium. After 18 h of incubation, the medium containing thymidine was replaced with fresh medium for a further 9 h. Cells were then treated with thymidine for an additional 17 h. Cells were separated into two groups: one group was collected for cell cycle analysis and the other one continued culturing.

Regorafenib (0.1 or 1 µM) and CGA (100 µM) were added to the medium and after 3 h the cells were collected to be processed by Muse Cell Cycle Kit (Millipore, Darmstadt, Germany) according to Muse Cell Analyzer protocol that determined the percentage of cells in the G0/G1, S and G2/M phases. The values were plotted in the relative graphs created with GraphPad Prism 5.0 software).

4.6. Apoptosis Assays {#sec4dot6-ijms-19-01518}
---------------------

The cells were cultured as described in the *Cell proliferation* section. Three different protocols were used to evaluate the apoptosis using the Muse Cell Analyzer (Millipore) that detects the fluorescent signal emitted by dye conjugated antibodies (flow cytometry technique).

The Muse Annexin V/Dead Cell Assay Kit (Millipore) was used for quantitative analysis of live, early/ late apoptotic and dead cells. Briefly, this assay utilizes AnnexinV to detect phosphatidylserine (PS) on the external membrane of apoptotic cells and 7-AAD as marker of dead cells.

The Muse Caspase-3/7 and Bcl-2 kits (Millipore) was used to evaluate simultaneously Caspase-3/7 and Bcl-2 protein activation.

PLC/PRF/5 and HepG2 cells were treated as described above for 48 h and were analyzed by these kits.

All experiments were done in triplicate and the results were representative of three independent experiments. The relative graphs were created with GraphPad Prism 5.0 software.

4.7. Migration Assay {#sec4dot7-ijms-19-01518}
--------------------

The cell migration was performed by Oris Cell Migration Assay (Platypus Technologies, Madison, WI, USA) that provided wells coated with Collagen I.

Briefly, the cells seeded onto Oris plates adhered on their surface except in the circle covered with a stopper (detection zone). Then the cells were subjected to drug treatments. The stopper were removed, then the cells migrated into the area of detection. After appropriate incubation times, the progression of migration was observed by optical microscope. Migration times were depended upon cell type and drug treatment used. The photographs of each well were taken as follow: immediately after stoppers removal, called time T0, and after 24 h (T1), 48 h (T2) and 72 h (T3) from the removal of stoppers.

The values obtained after 48 h were expressed as percentage of migration with a value of 100% when the detection zone was completely closed. The results were representative of three independent experiments and the relative graphs were created with GraphPad Prism 5.0 software.

4.8. MAPK and PI3K Activation Assays {#sec4dot8-ijms-19-01518}
------------------------------------

To measure the levels of ERK and phospho-ERK proteins, the Muse MAPK Activation Dual Detection Kit (Millipore) was used. The kit considered two types of antibodies. An anti-phospho-ERK1/2 (Thr202/Tyr204, Thr185/Tyr187) antibody conjugated with Phycoerythrin and an anti-ERK1/2 antibody conjugated with PECCy5. The first antibody measured the phospho-ERK levels, while the second antibody measured total ERK proteins. Therefore, phosphorylated and non-phosphorylated proteins were detected simultaneously in each sample as well as their ratio, allowing a more accurate normalization process.

The PI3K activation was performed by Muse PI3K Activation dual detection Kit (Millipore). As describe for ERK protein, this kit contained two different antibodies. An anti-phospho-AKT (Ser473) conjugated with Alexa Fluor 555 and an anti-AKT conjugated with PECy5. Therefore, as described for ERK proteins, it was possible to determine the AKT phosphorylated and non-phosphorylated proteins simultaneously in each sample.

PLC/PRF/5 and HepG2 cell lines were cultured for 3 h for ERK analysis and for 48 h for PI3K analysis with concentrations of Regorafenib and/or CGA alone or in combination as described above. Three independent experiments for each assay were performed and the results were analyzed by GraphPad Prism 5.0 software.

4.9. Western Blot {#sec4dot9-ijms-19-01518}
-----------------

The levels of selected protein kinases were determined by Western Blot technique, as previously described \[[@B47-ijms-19-01518]\]. Briefly, the proteins were extracted from cells treated with 1 µM (PLC/PRF/5) or 0.1 µM (HepG2) Regorafenib and also with 100 µM CGA alone or in combination with Regorafenib for 48 h. After gel electrophoresis, the proteins were transferred to a polyvinylidene difluoride (PVDF) membrane. The membrane was then processed with primary antibodies against the following proteins: ERK and phospho-ERK (Thr202/Tyr204), p38 and phospho-p38 (Thr180/Tyr182), JNK and phospho-JNK (Thr183/Tyr185), Akt and phospho-Akt (Ser473), S6 and phospho-S6 (Ser235/236), TSC2 and phospho-TSC2 (Ser939), Caspase 7, Bcl2, Bcl-xL, Bax and β-actin (Cell Signaling Technology, Beverly, MA, USA).

The signals were visualized using secondary antibodies and detected by enhanced chemiluminescence reagents and detection system (ChemiDoc XRS, Bio-Rad, Milan, Italy). The density mean values of all electrophoretic bands were obtained by phosphorylated/total protein ratio after normalization with β-actin.

4.10. Statistical Analysis {#sec4dot10-ijms-19-01518}
--------------------------

The differences between two unmatched groups were evaluated by Mann--Whitney non parametrictest. *p* \< 0.05 was considered statistically significant. All experiments were done in triplicate and data are presented as mean ± standard deviation (SD). GraphPad Prism 5.0 software (La Jolla, CA, USA) was used for all statistical analysis.
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![CGA potentiates the inhibitory effect of Regorafenib on cell proliferation. PLC/PRF5 and HepG2 cells were cultured with increasing concentrations of Regorafenib and CGA alone or in combination. MTT assay was assessed after 48 h. For each experimental condition, the results of three independent experiments were quantified and the values expressed as mean ± SD, and plotted in the relative graph. \* *p* \< 0.05; \*\* *p* \< 0.001; \*\*\* *p* \< 0.0001.](ijms-19-01518-g001){#ijms-19-01518-f001}

![CGA potentiates the Regorafenib-mediated growth inhibition by modifying Ki67 expression. Ki67 staining in PLC/PRF5 and HepG2 cells cultured with 1 µM (PLC/PRF/5) or 0.1 μM (HepG2) Regorafenib and 100 µM CGA alone or in combination. For each experimental condition, the results of three independent experiments were quantified and the intensity fluorescent values, expressed as mean ± SD, and plotted in the relative graph. \* *p* \< 0.05; \*\* *p* \< 0.001; \*\*\* *p* \< 0.0001. Scale bar: 100 μm.](ijms-19-01518-g002){#ijms-19-01518-f002}

![CGA potentiates the Regorafenib-mediated growth inhibition by modifying cell cycle progression. PLC/PRF5 and HepG2 cells cultured with 1 µM (PLC/PRF/5) or 0.1 µM (HepG2) Regorafenib and 100 µM CGA alone or in combination, were synchronized in the S phase of the cell cycle using thymidine (0.2 M) (T0). After 3 h from blockrelease (T1), the cells were processed with the Cell Cycle Kit and analyzed with Muse Cell Analyzer to evaluate the percentage of cells in G0/G1, S and G2/M phases. An example of cell cycle progression in different treatment conditions are shown in the panels. The results of three independent experiments expressed as mean ± SD, are plotted in the relative graphs. \* *p* \< 0.05; \*\* *p* \< 0.001\*\*\* *p* \< 0.0001.](ijms-19-01518-g003){#ijms-19-01518-f003}

![CGA potentiates the pro-apoptotic effects of Regorafenib. PLC/PRF5 and HepG2cells were cultured with 1 µM (PLC/PRF/5) or 0.1 µM (HepG2) Regorafenib and 100 µM CGA alone or in combination, were analyzed for the percentage of live, early/ late apoptotic and dead cells. Muse Annexin V (**a**), Muse Caspase-3/7 (**b**) and Bcl-2 activation (**c**). Cell Assays were performed after 48 h. The results of three independent experiments are expressed as means ± SD. \* *p* \< 0.05; \*\* *p* \< 0.001; \*\*\* *p* \< 0.0001. (**d**) Western blot showing the expression levels of some proteins involved in apoptosis process after 48 h of single or combined treatments.](ijms-19-01518-g004){#ijms-19-01518-f004}

![CGA potentiates the Regorafenib modulation of MAPK and PI3K/Akt pathways. PLC/PRF5 and HepG2 cells were cultured with 1 µM (PLC/PRF/5) or 0.1 µM (HepG2) Regorafenib and 100 µM CGA alone or in combination. (**a**) Western blot showing the expression levels of some proteins involved in MAPK and PI3K/Akt pathways after 48 h of single or combined treatments. (**b**) The Muse MAPK Activation Kit was used to evaluate ERK phosphorylation relative to total ERK expression after 3 h, and the Muse PI3K Activation dual detection Kit was used to detect Akt phosphorylation (Ser473) relative to total Akt expression after 48 h. The results of three independent experiments, expressed as mean ± SD, are plotted in the relative graph. \* *p* \< 0.05; \*\* *p* \< 0.001; \*\*\* *p* \< 0.0001. (**c**) Western blot showing the expression levels of P-ERK after 15 min and P-Akt after 48 h of single or combined treatments.](ijms-19-01518-g005){#ijms-19-01518-f005}

![CGA potentiates the Regorafenib-mediated inhibition of migration. PLC/PRF5 and HepG2 cells were cultured with 1 µM (PLC/PRF/5) or 0.1 µM (HepG2) Regorafenib and 100 µM CGA alone or in combination. The migration assay was performed in cells seeded on collagen I coated wells and treated as described. Representative photographs (T0 and T2) were shown (**upper panel** 16× magnification). The relative values were expressed as percentage of migration, where 100% represents the detection zone completely closed. The results of three independent experiments, expressed as mean ± SD, are plotted in the relative graph (**lower panel**). \* *p* \< 0.05; \*\* *p* \< 0.001; \*\*\* *p* \< 0.0001.](ijms-19-01518-g006){#ijms-19-01518-f006}
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###### 

Combination index (CI) values calculated for each combined drug treatments in PLC/PRF/5 and HepG2 cells. Each value was derived from the method described by Chou and Talalay and implemented in CompuSyn software. R = Regorafenib; CGA = Chlorogenic Acid.

  PLC/PRF/5   HepG2                      
  ----------- ------- ------ ----- ----- ------
  1           100     0.50   0.1   100   0.82
  1           200     0.58   0.1   200   0.39
  1           400     0.39   0.1   400   0.20
  2.5         100     0.86   0.5   100   0.63
  2.5         200     0.76   0.5   200   0.49
  2.5         400     0.22   0.5   400   0.15
  5           100     0.65   1     100   0.42
  5           200     0.43   1     200   0.23
  5           400     0.18   1     400   0.07
